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(57)Abstract . 

PROBLEM TO BE SOLVED: To develop a new gene- 
searching method useful for search of genes which 
participate in change with time of genes in a live plant 
individual and environmental response. 
SOLUTION: The vector for new plant gene trap 
comprising luciferase as a reporter gene and the plant 
gene-trapping method using the vector are provided. 
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[S9*9!l] ^7i5- U#-£Hi£ 
[§9*5i2] IS*^llB^©-ci'*-{c4jt,>X. 3 6 
[19*513] *i'7*7--tzjtfc?-©±ifeK > 36K: 

[st*5i4] fe'fie^©±iiSt{C, ■ 3 f,(c 10 

[s9*5J5] »ae?©±«EK. 36K 

fth^a *- jr -EW«ftr. 19*5! 1 * fc»2 EttO 

[I9*5!6] v-*-aef*J*^v-fj/>Wtt. ^ 

frf>M<<thZ>'J>t£<lt>livtoZ> I9*5i2~5©<,> 
r*l*15JS3R<D^**-. 

[I9*5i7] otois««». wroaefh?* 20 

1 ) ff*5i 1 ~6 o^ntp 1 5fietso-« 2$-zm® 

2) ±i2»*>e.»SI^3nft:»*StR-r*IS 

3) ±K0WgfcttWCJt>i/:7 * ';>£sSftJU SOS 

[19*® 8 ] «T©Ig£&tf, 4t/cS^(@<*©a 
&F- h 5 f 7*^. 30 

1) i9*5n~6©l>*ftfrl5liBtS©^0*-*#8j 

2) ±ia««j*>6ji5j«asi3nfc«!»*a»?r*ig 

3) Jbe«maRM»ft£*>ofcssottai-c. ^7 
* y >*ssaiu a- c s»#*iti!iT.&:Eg 

4) itijsnfc^fe--i*->^e,, )/ itfcia«5ffl(*©y 

[0 00 1 ] 

[^©rts^^r] *mi&. mi®<mte*h ao 

ffl^<B*Cc*sW*Se^©g^t^ai«l6S«:*t]£l/ 
[0002] 

[6E*©K»j] iHsf- (• 7 y T'i «. *V Atyomfr 

»au *®miMftim?zcb-x!*to<m& : ?® so 
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«T©2ffiSK^W6n*. 
[0003] 1) Vm<m&? I- 5 » 7" : h 9 

- * &±.e>mmi£*micft a 3 tut 

*©£©#. -?-©$K^ra^K:<J:0e¥3h-CB*^i»>A 

[0 00 4 ] 2) x>/%>1f--r 7? -7 : \-=7irf^ 
^-tc«TATAiB5>J^©ft/h7"a * -#&*h-c<,> 

s. zanoto, )fA©lS]t J f 5 ^ag^c*^^^<=.•r^5 .y•7• 

* - itfs^©^5Hi:WASPtajtt<»©i >^ > 

/>^->^sefc3ns. 

[00053 sf*. jEe^-h^yT'jcffl^e^u^- 

f-iSG^iU-Ca, ^ ■) 7 £*©<<•--* #5 ? r 
V#~te* <lacz) jge^^-^yJU'O-^— (ui 

cr) ae^. *fciej6i"5y4*©^fem36*>-'^® 
(cfp) Bfcf-wm^hx&tc. c n &©!✓#- *- 

r&<-cttfre>&t,>„ 

[00 0 6] ft*vCfc. &#*£.frLtc&*mW*Z 

cFrtJi/^-^-itrSftrWffl-c*^. u>u cfp 
«c»nj{-*-il,r*<i>j:9*BlljjWi*6. D9t 

jfc&wxii.-cstft. ^Xte^T*^^©^* 

m». 2) »ffliart-C«#14^abSfc*{c4«:K:^L 
T40^263i£itg'Jffl#&<,> (3. Haseloff and B. A 
raos, 1995, Trends Genet., 11, 328-329) „ 3) CFP* 

&K&£F|3j*-C*& (D. C. Baulcombe, S. Oiapman, a 
nd S. S. Cruz,1995, Plant J., 7, 1045-1053) . 
[0 00 7]-^ ^©U*-*--?*****©;^ 

7*7- emfc* (luc) tt<rmm&»>k&fi>btt* 

*H-«!im*. ^-3^©J:^J&fiJ**'*5 (A. 3. Millar 
6.1992, Plant MdI. Biol. Rep. , 10 , 324-337) „ l) 

mtK.& *) &m*'<7 stabs 4 xK.n?z>isVi->\><om 
«tit>, 2) wmmx-om&im**. 3) luc* 

mmm&zottuxmmcfflkztiz. 4) luc© 
ihbccbcfp©^© <t 0 ictmytzMfif? zmtm 

[ 0 0 0 8 ] <fc/j . S&f t-v-jftCtsttZUtf-f- 




(3) 

3 

t*JKIr>. tft«fc*6< 1acZ*>A*SSttffi#«ia«:fc 

S(beta-iOt<*Pi?~e) U^-*-*lJ:<ffl(,^n 10 
[ 0 0 0 9 ] Sfc, ffi&£IH&4rttSS&fOT:a K> 

[0010] ^63^^332 564#^aSK(j: > LUCU;j<-.> 

14#&< &fl-£-f < (cxworley, N Zenser, J Ramos, 
D Rouse, 0 Leyser, A "Rieoloqis, 3 Callis, Plant 3, 
2000, 21: 553-562) iotlgf h 5 v ^tCBjfiSft 

<-'. 30 
[00 11] 

[»»MBi*U J: 5 i-TSSS] «&©«&?■ h 7 7 7 
ffitt. S®8fifc©#Sf©#%6T, Hf»/]gj£«j©jt£ 
*I3*£Sg;UcjEffl0F3S©7>Sf Kfcor A 

mmh-&mt{,xwgiim^*br>. utcw-, 
x. mmysufffiKwmwtmm&frVvv-fo 
m&mttxx^z. 

[00 12] 

T© (1) - (8) £&&?-£<>©•?**. 
[00 13] ( 1 ) ;l/V7*5— IfiSf^T-^ 5» — 
S£? 4 br^tf, m)<Dj§&* b 7 v 

(2) mit (1 ) fS^O^fif-CCfe^r. 3 6K-7- 

(3) *S/7*5— fef®e-?«±SSK:. <*6{CX77.f 50 
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*c©jsjFcatr. Birsa ( i ) *&« (2) geao^f 

[00 14] (4) m&f-vtifott, 3 

6«C*m=J K>. IRESE3aj£t©]lS#'t'gtf. mFlH 

(1) £fctt(2) &Si©^**-„ 

(5) ejS£^©±8S{c, se.tc&'hT'n 

*-*-ie?>J£&tf, iiite ( 1 ) Sfctt (2) lett©< 

t\z>>ptt<tbir>x'bz>, giria (2) ~ (5) ©or 
n^iKsee©^^^-. 

[0015] ( 7 ) «T©Ig*&fc. *&©«£?■ F 
777%. 

1) (i) ~ (6) ©o-rn^iKiBti©^**- 

2) ±Kffi#fc^HK»3iafc#|Jj*jgiR*-sig 

( 8 ) fifFwi&featf. it fcWMftase?- b * 

[0016] 1 ) mS& ( 1 > ~ (6) (O^rtliP 1 (Cf2 

«©^* 2-*mitci»A? sis 

3) ±!aBSR«>ffl«j*a*>l/fc**©t)OS-c. *->7 

4) stgijsnfc^^^-^e, i#fcii«j<i*©y 

[00 17] 

[*?!!©£*©««] «T. *^K-30-cS«B«:SiW 

ae^^ss;*^, fflAai5fijfi^©iae^©^ii$ij 
h7-^«t 4% ^©iie^ b 7 ? 7"©-r^ 

[0018] *^©«e^- h 7 7 ffl 

Lfciie^ h 7 7 i 0 *f* t tt m®mm «cr 

Lr;U$/7 * 7-H2f®j£^*^*. 
[00 19] ru#-$i-jt£:f.j T-p^--.^- 

ttizmwrncomfc+xb-ix. ^mxit^>v X 7 
~v (luc) sfG-^asfflue.fts. 
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A^7x7-^SEf©aA>, LUC* (*@!f$if5,583,0 
24#, 5,674,713^$) ©<fc MCAIW«:£fiK3 ftfcrt- 

[0020] r-y-a-jifcT-j is, jge^figsiA 

[0 02 1 ] feSIIMBtiCCfc^Ttt. #&I?8©1IM 

hht^y A±©3t(£f - i ©U£ * >;•>• ? S £ i, xmi 
7-v^v>ys^ie5>J©ft*«^K:KS3n!&;i,>*5. J? 

©s*0fc©*wsc/c^ 

[oo22] mtttmn® (a®, r *>M>if- r ? 

lucu * -m£*mitm^u*:- **~*%ts. 
cct? r^T'ci^-if-j t«, -ttx©*-c«Tia© 

TATAlEWJI?£^tf:3 77p*-*-4;gftl,. 

N0S101, 35S90^ (Puente6, 1996, EMBO ]., 15, 3732 

-3743) zmizctwzz. Bm«-9?-zm^tz 

*7ci&, ys&±®&&¥b®m&ii>>it>Q8MStl 

[oo23]$ bicfflomtmuiaa^-at. *%m<o 40 

©±iJWt, IRES ( internal ribosome entr 

V site) SSflJ* C ©W?-CStf . CVZJ-fOVvv? 
^•^Z-W7^^(D¥hrcn^hX^i,tfl (B.P.Zanbro 
wicz, C.A.Friedrich, E.C.Buxton, S.L.Lilleberg.C. 
Person, A.T.Sands, 1998 Nature 392, 608-611) , fll 

[0024] /iREsKjajj bit. <)#V-J*ttnfW*lt» 

m%mmmm&Lx®mmmzmmkm 
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«f <*M3> Xfflfeb'>Z>lV£!m\b{sX&.. 
fc££«tobamovirus©IRES-MP228. IRES-MP75*$<fcy : IR 
ES-CP148 (M.V.Sskulachevfc. 1999, Virology, 263,13 
9-154) , SfitftCencephaloniyocarditis vi rus© IRES-EM 
CV (P. Urwin£. Plant J., 2000, 24, 583-589) #f8 

<D3-\r®m*W&? rP>ffl«£2#g© 

surfc<i. 2#@©=i"F®JSfcsjs?sn4 (m. ko 

zak, 2001, Mol. Cell Biol., 21, 1899-1907) „ btc 

mm^zn-im^tcm^. ssASftfcuicu' 

jP- * - jSg^-ttinRNAU-i )lXit f J A_b©j»£^ b M 

[002 5] *$m<DfflH®mFf-}-v *-(Cfc' 
3 K. 7?-y, =iX5 K. Pl^^-sf&fcp©'^* 

«a«. mnm^ti^m. fc.£*.tfPEc8c. iu# 

?p/<*?-y7*ffltr>fcClough6©:#a (Yamamoto Y. 
Y.62001, Plant Cell, 13 399-411; S. 3. dough and 
A.F.8ent, 1998Plant 3. 16 735-743) jWSIA*,, 
[0026] HmoWmB* Yv-j T^tCfct^T , 

^C©ftS'J»> CCD*^7-?>7* v ■< y>/iT& 

©VIM*M7 (^te*r-*X) . -»?U-i/ 3 >* 
7>2-S?. fi»©^ffi«rffifflL.Ttf5C4*it?»S. 
[0 02 7 3 ^Sti/c^f-Sli, UjJ<-*--itg 
?#A8Pt^#©S£iF-©|S3!tit?B£-e©* 

cn«:«fc o **o©ae^©«te^j®BWfs^=&fis c 
*^>r ;u^7 x 9 — essttsagjE-f /c» 

5. 

[0028] 
bOXWjm. 

1.1) W322&W323 (LUC) ©#^ 

22b yy323£f1Mt L-fc. W3224 w323«^B${C frVA 




7 

J^O^yzhvi? WMt L-C«Nussaime6 

<0$M (L. Nussaumefc , 1995, Mai. Cen. Genet., 24 
9, 91-101) (CKiSSirt^SifcOraS:^ 
WVitUVjZ-tXtaPA (Yamaroto Y.Y. 62001, Pla 
nt Cell, 13 399-411) ©^7'9-fV>yp^-g|!(4 

(S!9!IS#l) . UnA^tXtCBP7 (Yamamoto Y.Y.6 
1998 1001083-1094) rO> (ffi?!}##2) 360*tC 

Nussaunefc ©g£St 0 & * 7" 5 -f 5/ > if 7 i> -fe 7' f -8Pft 

(KW#S|3) *ffl#£:fo-tfTflH>fc. -fSfc^, Cti 
6*«£t!-, 8P#WKSlg?-S*5ft:=#©£$DNA£ 

matt. r--u>y. wzKx&mzmic 

ffit HindHI/BamHI$^gK<£*^i^ffl£?Ttr>. H 
indIir/BamHrBP(4'v©Jf A«J<&&fl£tK©£li!cDNA (Hint 

s) tmaufc (bi#r) HintBijaaofc 

£ShfceiP7©-f>r-P>r*a. fitTK. Hint8©S2 

59 <se?'j##4) «*r. 

[0029] HintB: 5' - AAG CTT CM CCT CTC TCT TC 
A AGC TGA GTT TTT TTC TCT TCA CTCTCT TAG ATG CCA A 
M CTT GAG TTA TTG CTT AAT CTT TCA ATT GTT CTG GAC 

TCTOTG TAT CTG TAG GTT ATA TGC AGG TTA TAT CCA CG 
T TAT ATG CCA CCT CCA GGGATC C -3' (T&«IMI®6* 

JJBHint8*7''7X5 r"pPZP20QA (P. Hajdukiewlczfc , 
1994, Plant MoT . Biol., 25 , 989-994) ©H1ndIII/Bam 
raSP&KJfAl/yy306£fifc. «cte, pPZP200AKDr. Pal 
Maliga (The State University of New 3ersey)#>6il! 

[0030] offtc, 5 FpBINtt (M. Bevan, 19 

84, Nucleic Acids Res., 12 8711-8721) (C^*ft5PN 
C5/NPTII/TN0S (iejij##5) fci:O<PN05/NPTII (^>J# 
#6) %PCR«:j:*)i9Slyfc. pnos/nptciW. PNOslffljT' 

Pi^/Nmi/™ost*{:ti{cjf{i)Afffli^y^*J 
ft^SftteiEWC**. pBiNigtsmiP^cDWaj 
$8<fc98»?£gWfc. «TK. 77-<-7-iPCR©S 

[003 1 ] PN0S/NPni/TNCS7 , 7^-?- : 
Forward : 5'-CCG CCT ACC TCA TCA TGA GCG GAG AAT TA 
AGGG A-3'01251J§^7) 

Reverse : 5'-CGA ATT CCC CAT CTA GTA ACA TAG ATG AC 
A-3' (gc*5ijg#8) 
FNC6/NPni7'7-Yv- :' 

Forward : 5 '- GGA ATT CTC AGA ACA ACT CCT CAA CAA G 
CC GAT A-3'(|35>l#«t9) 

Reverse : 5'- GGA ATT CTC AGA ACA ACT CCT CAA CAA G 
CCGATA-3'(S3?IJS^10) 
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StSiS : dNTP nix 0.4 mM each, primers 0.25 uM eac 
h, teirplate DMA (pBIN19)®E (1-I00ng) , t4iiU&< 
vVr- (Strataqenea PfuTurbo S*K8Sft©*> 
©) , Pfu TurbogHS 1-1.5 units, 
[003 2] V At 94 *C 20© , 50 *C 30fJ>. 
72 *C 4fr&3094 9fr. 

[ 0 0 3 3 ] mSPam^mi^ 7 * S -A/9 P P*;U 
Afflai/TCO^Kpnl/EcoRlKJ: DfKKfcU e*Heftyy30 • 
e©KpnI/EcoRl8PfiK»Abfc. PN05/NPni/TN05#$A 
10 3tlfcfc©ttyy309. PNCS/NPni#!fA3ft7tfc©ttyy 
310T**, -^LUCit^f^tf^XS KpG6LUC(T. 

Aoyama and N.-H Chua, 1997, Plant J., 11, 605-61 
2) ©SallSB{ft*SalRgibf*IOenowJl!iia*ff5Ctrl^ 
*U ®6*lfc#P->©7 p 7*3 F*6|3S{CKpnI. 
*LrBamHI©Slifi?:iS£Oyy319^f#ft:„ C©yy319©L 
UC/T3A^*PCIVCliMBUfc. fcfc. pG6LUC»£gfc*3i 

[0034] LUC/HA^? : 
20 Forward : 5'-CGC GAT CCA AAC AAT GCC TAT CGC TCA AG 
A CCC CAA AAA CAT AAAGAA AG-3' (K51J##ll) 
Reverse : 5' -GCG GTA CCA TCG ACA CAA AAA GCC TAT AC 
TGTAC-3 , (ffi?IJ#^12) 
53£&fr- : 

SESrS : dNTP nix 0.4 mM each, primers 0.75 uM eac 
h, template DMA (yy313)&3ffl: (l-lOOnggg) , 1x5 
fcV< 'j 7 r - (Stratagenett PfuTurbo S8ftCC8$tt©fc 
©) , Pfu Turbo8f& 1-1.5 units, 
tf-f : 94 "C 300, 55 "C 30#, 72 "C 4#*3 

30 09-4 9 fr. 

[0 03 5] f#e>nfcPCRS«}«7 xJ-fr/9 pa#;i> 
AMfflbfc©5Bamrtt/Kpnir8fHfcU w309fc J: 0^310 
©Barttt/KpnlgiJ&tCjfAU *fl-e , ftyy320 l yy321*f& 
fc. yy320. yy321{C43t,»T. ffl^y^ A^(cjf AStli 
T-0NA©6(SJ^RBi^SX7'7^J/>ya^^ rfflntB 
£©HsfSt£S«>Sfc*!>K:. •^i'S-K^SftSScal/Hin 
<flIlt^£prePl<XXDPCR^£g&L/e., W~RC 7v 

[0036] ScaI/HindIII7 , 7^-?- : 
40 Forward : 5 ' -CCC AAG CTT TCA CAC GAT ATA TTG GCG GG 
T A-3'(iE51J#-Sfl3) 

Reverse : 5' -ATA CCA GCG GAG GCC TTG GAT CAA-3'(13 
5M-^14) 

fxSfc'fS. : dNTP mix 0.4 mM each, primers 0.25 uM eac 
h, template ONA (pPZP100)3$3E (l-lDOncgg) , lx 
txm*iy7 7- (Strataqenett PfuTurbo PJSKWI© 
*>©) , PfuTurboP^ 1-1.5 units, 
*M ithfkft ■■ 94 °.C 30#, 55 *C 30#, 72 "C 2#£3 
SO Olf -fi>JU. 
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[0 03 7] ff htttcKStmt*? x S -)\>/VUVfc>\> 
A!ffiUc©fcScaI/mndin-Crg{fcU yy32a W321K 
S^ii/Wc. yy3206#©£O->« W 322, W321** 
<D^a->ktwmVS)i>. W322. yy323©T-OWSI!#© 

mm i «*r. 

1.2)w322> w323Oi/O^^tX^C0^IA 

W322, *S£Vvy323Z7 #11^ i??') 70/3101, pNPSO^ 

77 r StC«fc0i'P-<j?tX^*Pfrggitfc (Yaraanoto 10 
Y.Y. 62001, Plant Cell, 13 399-411; S.J.Clough an 
d A.F.Bent, 1998 Plant 3. 16 735-743) . 

[o o 3 8 ] wmfoXjiammMttiit-? 
so-so m/^tioimkxm^. mnwtftm 
mmmb. gnz-ermmmmi-mtc, t© 

MftAZftXm (C.-N. Ye 61999, Plant 3., 19 24 
9-257) . 

[0039] 1.3) T2tS^OLUq?S31^- *->©jg#r 20 
i)ARGUStf 7=* is* f Afcffl^fcfSStr? 

rxsyfifcb bxmm&.vf'ttiMyltXZuximom 
Sift****., Miliar*)©*)* (A.3.Millar6 1992 Plan 
tMol. Boiol. Rep., 10 324-337) KSEO. YfltiLlcW, 

-^ttWArtiusSO VIM-CCD*;* 5i/Xf- A#ffll>/c. 
[0040] T2#?£CMtgifi (D. Valvekens6 , 1988, 
Proc. Natl. Acad. Sci. USA, 85,5536-5540) .trig 
W, l-2iiraSS4W3ti-)tiC5-CLUCr§14€:ARCUSi' 30 

k\tc=>jyQ, yj>cucm*u®.®mmi>**--y 

*ifi6n/t. C©C.£A>6 t -&7-f >«S#-5$VA± 

[0 04 1 ] ii)TopCount€ffl^fcLUCf£tt©gBSflfjarJje 40 
& *) jS I, £ ttSlS© ffi * •£ •> y =}• U - •> g > * -5 > $ - 

fPSft8J-f3C£#m*3 (j. sai and C. H.Johnson, 
1999, Proc. Natl. Acad. Sci. USA, 96, 11659-1166 
3). LUC©SSt?*5Jl/^7a: <)>%5MgtS(m3i!$ 
t&klCmmV® tc t-y-vfyj >©«T-£gfc. ^f©± 
■C-iifflgg^- SWS-li. -€-©li©HH*e£©UJ 
Cffitt £ U> f- U - ^ a > * ^ > Z - CC J: 0 B 8&I'J£ 0 
7t. 8€£<CttPaclrarx«>TopCraint£ffl^fc, C©£&. 
ii^7araB^ffT-C4WS^fclii^ (@3) £^t3 50 



#$2 0 0 3-7047 7 
10 

mm ■ iW3iifc©^{c^«L.^fFTT3gp B i 

£M$1ttc®& (04) i-CLUCjgtt^iMtfc. *©g 

©&B$£<t£PHft:*&iia>e>fc 1 LUOW»£?f-7»,:/ 

LUCUtf- 5r— «rfflt>-5.C it? h y v 7 btc&&*<D& 

[0042] Hfcfffr: LUC* gfflUfch???^*- 
W327 (fusionLUC ) ©%!% 

**Jl/^i/7x7— y*>/-t*MB''!-+^^ , /-A'S 
©£ti f ^ ^*Cfc$Kl#'0,, C©I25>J£& 0 . 
a F>*Ha*Biaffl{cM®(fcL-fcLUC £(,> -5 x 5 
— y©»9SCft*SfPfiSSnri,^. LUC«$E*©LUC£Jt " 

C £fflt,>fc h7J^* -®m£*S$#fc. w327tt V 
V323©WC/T3A§B#£ LUC AtmcM}* Life 4>©T* £. 
UJC*Stf^7^5 K221-LICB. 

4J:«)a43nfcfc©*fflt,ift:„ c©22i-luc©luc*/t 
NOsS^PCRKJrO^l/fc. WTK. T^-f^-ijE 

[0 04 3] LUC/TNOST^-fy- : 
Forward : 5'-C0C CAT CCA AAC AAT CCC TAT GCC TCA AC 
A CGC CAA AAA CAT AAACAA AC-3 ' ®2BJ#^15) 
Reverse : S'-OCG OTA CCC TAT CTA OTA ACA TAG ATC A 
CA-3*(iE5lJ#*tl6) 

%&8L : dNTP raix 0.4 i*1 each, primers 0.75 uM eac 
h, tenplate DNA (yy319)iiiSa (l-100npSS) , 3j<S 
l&^77- (Strataqeneth PfuTurbo ffi&tC&ttOb 
©> , Pfu TurboS^ 1-1.5 units, 
tf-f trfrfkft : 94 'C 3<#, 50 'C 30#, 72 °C 4#*3 

trn>. 

[0 044] &btitcpamto*7 * ; -fr/i>uu*)i> 

Afflac./c©feBamHr/KpnIt1^bl/. BanHI/Kpnlf^fc 
L-fcyy323«:ffl*jA*. vv327%»fc„ Hife^IilSISI© 

(06) . 

[0045] : weSSMZmMc Y±y^2 

»-©ga^ 

3.1) yy375 (IRE?'") teJ:yfw376 (IRES 1 ') ©WS 

BfiNAU^^rBy ^ A±©ite^ &©a# * -f vt?* s 

^.CZby^y^^i'-tLX. w375iw376*(WL- 
fc. yy375ttIRESitriRES t " cv (i2?>J##17) y 
y376BIRES 5P (ie?iJS^18> *mAbtc3>Z h Y 
ZmtZ. Ch^ffl-^i'S-B. T-DNA^^5' 



C7) 



2003-70477 



12 



10 



20 



11 

&it=i K>, IRESe^lJ (C.U.T.Hellen and P Sarnow, 2 
001 Genes Dev 15: 1593-1612) . * v— Wife 

7 * 5~iz©3- KM«tt2«@©^X r P 

s. 

[0046] 3.2) W376©ftfi£ 

VY327©Pgft:?*$yy371 <yv327©LB©$'r«CNPTII 
©7>*iz>XirFiJ£iSAU L BJ: 03" Ti£©ffi5iJ 

SiSKCfcfc©) ©HindIII/8amra8B{i(ttabajnovirus 
^©IRES" (M.V.Skulachev, P.A.Ivanov, O.V.Karpo 
va, T.Korpela, N.P.Rodionova, Y.L.Dorokhov, J.CAt 
abekov, 1999 Virology 263, 139-154) fcft^fifcUT: 

5 K£H1ndnira<fc, Klenov^3R8Cj:4fin-in*tfofc 
©%Si> , '7-f*'-Va>t/. *§6*lfc*P->£yy376 

»L?t<bC5. yv323. VV3274PI««C0jngjftv-f>K 
(09) . 

[0 04 7] 3.3) W375©{1FI£ 

IRES' " c, ttpIR£S2-EGFP (ClONTECHH: ', http://www.do 
ntech.com ; #H*Sfir4,937,i90) SrSFSKPCRSjSKJ: 

ft-*™?. 

[0 04 8] IRES""^-^-: 
Forward: 5 '-CCT CTA CAT ACT TAG TTA CAT CCC CCC CTC 
TCC CTC CCC-3'(&yiJ«*fl9) 

Reverse : 5'-CCG CAT OCT CTC CCC ATA TTA TCA TOG TC 
TTT-3'(iffiWl20) 

KfSjS : (MTP mix 0.2S m each, primers 0.75 uM eac* 

SEQUENCE LISTING 
<110> RIKEN Genomic Sciences Center 
<120> A new vector for plant gene trapping comprising the 
lucif erase reporter gene and tiie use thereof 

<130> R3H13-064T 
<L60> 20 

<170> Patentln Ver. 2.1 
<210> 1 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial SequencerArtificial Splicing Donor 
<40O> 1 

aaggtctctc ttcaaqgtga gttttt 26 



30 



*h, template DNA (pIRES2-EGFP)j8Sfi (l-lOOngg 
S) , lxSto^* »7t- i) >#-ExpandHiFideri 
ty=f-? hK.ffit<Di><D) . ExpadHiFideritvP^ l ul/ 
lflOuiKtESK) . 

•9-49Mkft: 94 *C 1», 60 o C30#>, 72 *C 1.5»* 
30+r-f Jul,. 

[0049] £^*QIAqukk#5A (*7y>1±) 

m*Xbal/BamhTC?gfta^hi'> (c) 4?5> (t) © 
#£f1ll-inU 7*y-;HiSffll/5^V-J/a>S(6 
tcffiWc. -*vy37i%Hlndni}Hfta. Tt 5 -^ (a) 
<tyr-> (c) ©**fm-inL/. 7xy-;naajLfc 
&BatnHiK:J:.5?mfc, JRV >®<bSaa%tf ofc^ffl^L. 

3754 l/fc. yy375©»j§*ai0«:^-r. 

[0050] yvn&m^xmm 1 &ibi««:^o * 

i-Xt^BVmaytctCZ, W323. w327*J<fcC) : W37 
64^««:^©S»7 -f >IC 3L->X&WS.1\>%'7 * 5- 

^W^-^W^h*: On) . ^©ifeO, 
LUC* £flH>fc^#*-^II^mtt*j^7c^** 

Ci«i5|g!?nfc. *fc> LUCUrf<-*-Sfflt,»5CA 

■c h v > ^{/fc3ie^©ig^t^s«js^*»?wai* 

[005 1 ] 

[f69J©8&*] *^W©ti^jte^- r7? T'ffih;*'*- 
ft#©h7?:7fflU. (lac 
£ uiaA. GFP£) ■C«T5Jigr*otejH£ir-©ig^W^ 

[00523 





13 
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14 



<210> 



2 



<2U> 



88 



<212> DNA 

<213> Arabidopsis thai i ana 
<400> 2 

qtgaqttttt ttctqttcac tctcttagat gccaaaactt qaqttattgc ttaatgtttc 60 



<210> 3 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Artificial Splicing Acceptor 
<400> 3 

tagqttatat qcaqqttata tqcaqqtta 29 
<210> 4 
<211> 157 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> intron 
<222> (24)... (HI) 

<223> Description of Artificial Sequence :HindB(modified intron of CIP7) 
<400> 4 

aaqcttcaaq qtctctcttc aaqqtqaqtt tttttctgtt cactctctta qatqccaaaa. 60 
cttqaqttat tqcttaatqt ttcaattqtt qtggactctq tgtatqtqta gqttatatqc 120 
aqqttatatq cagqttatat qgqaqqtqqa gqgatcc 157 
<210> 5 
<211> 1771 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> promoter 
<222> (13)... (326) 
<221> polyA_siqnal 
<222> (112 3)'... (1764) 

<223> Description of Artificial Sequence:PNOS/NFTIl/TN0S 
<400> 5 

qqtacctqat catqaqcqqa qaattaaqgg agtcacqtta tqacccccgc cqatqacqcq 60 
qqacaaqccq ttttacqttt qqaactqaca qaaccgcaac qttqaaqqaq ccactcaqcc 120 
gcgggtttct qgaqtttaat gagctaagca catacqtcaq aaaccattat tgcgcgttca 180 
aaaqtcqcct aaqqtcacta tcagctagca aatatttctt qtcaaaaatq ctccactqac 240 
qttccataaa ttcccctcqq tatccaatta qaqtctcata ttcactctca atccaaataa 300 
tctqcaccqq atctqqatcq tttcqcatqa ttqaacaaqa tqqattgcac qcaqqttctc 360 
cqqccqcttq qqtqqaqaqq ctattcqqct atqactqqqc acaacaqaca atcqqctqct 420 
ctgatgccqc cqtqttccqq ctqtcaqcqc aggggcgccc gqttcttttt atcaagaccg 480 
acctqtccqq tqccctqaat qaactqcaqq acqaqqcaqc qcqqctatcq tqqctqqcca 540 
cqacqgqcqt tccttqcqca qctqtqctcg acgttqtcac tgaaqcggqa aqqgactgqc 600 
tgctattggp, cgaaqtgccq qqqcaqqatc tcctgtcatc tcaccttgct cctqccqaga 660 



aattqttqtq qactctqtqt atqtqtaq 



88 
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aagtatccat catggctqat qcaatgcgqc qgctgcatac qcttqatccq qctacctqcc 720 
cattcqacca ccaaqcqaaa catcqcatcq aqcqaqcacq tactcqqatq qaaqccqqtc 780 
ttqtcqatca qqatqatctq qacqaaqaqc atcaqqqgct cgcqccaqcc qaactqttcq 840 
ccaqqctcaa qqcqcqcatg cccqacqqcq atqatctcqt cqtqacccat qqcqatqcct 900 
qcttqccqaa tatcatqqtq qaaaatqqcc gcttttctqg attcatcqac tqtqqccqqc 960 
tqqqtqtqqc qqaccqctat caqqacataq cqttqqctac ccqtqatatt qctqaaqaqc 1020 
ttqqcqqcqa atqqqctqac cqcttcctcq tqctttacqq tatcgccgct cccqattcqc 1080 
aqcqcatcqc cttctatcqc cttcttqacq aqttcttctq aqcqqqactc tqqqqttcqa 1140 
aatqaccqac caaqcqacqc ccaacctqcc atcacqaqat ttcqattcca ccqccqcctt 1200 
ctatqaaaqq ttqqqcttcq qaatcqtttt ccqqqacqcc qqctqqatqa tcctccagcq 1260 
cgqgqatctc atqctqqaqt tcttcqccca cqgqatctct qcqqaacaqq cqqtcqaaqq 1320 
tqccqatatc attacqacaq caacqqccqa caaqcacaac gccacqatcc tqaqcqacaa 1380 
tatqatcqqq cccqqcgtcc acatcaacqq cgttggcggc qactqcccaq qcaaqaccqa 1440 
qatgcaccqc qatatcttqc tqcqttcqqa tattttcqtq qaqttcccqc cacaqacccq 1500 
qatgatcccc qatcqttcaa acatttqqca ataaagtttc ttaaqattqa atcctgttqc 1560 
cqqtcttqcq atqattatca tataatttct qttqaattac qttaaqcatq taataattaa 1620 
catqtaatqc atqacqttat ttatqaqatq qqtttttatq attagaqtcc cqcaattata 1680 
catttaatac qcqataqaaa acaaaatata qcqcqcaaac taqqataaat tatcqcqcqc 1740 
qqtgtcatct atqttactaq atcqqqaatt c 1771 
<210> 6 
<211> 1127 
<212> DMA 

<213> Artificial Sequence 
<220> 

<221> promoter 
<222> (13)... (326) 

<223> Description of Artificial Sequence :PN05/NFTII 
<40O> 6 

ggtacctgat catqaqcqqa qaattaaqqg agtcacgtta tgacccccqc cqatqacgcq 60 
qqacaagccq ttttacqttt qqaactqaca gaaccgcaac qttqaaqqaq ccactcagcc 120 
qcqqqtttct qqaqtttaat qaqctaaqca catacqtcaq aaaccattat tqcqcqttca 180 
aaagtcqcct aaggtcacta tcaqctaqca aatatttctt qtcaaaaatq ctccactqac 240 
gttccataaa ttcccctcgq tatccaatta gagtctcata ttcactctca atccaaataa 300 
tctgcaccgq atctgqatcq tttcgcatga ttgaacaaga tqgattgcac gcaqgttctc 360 
cqqccgcttq qgtqqaqaqq ctattcqqct atgactgggc acaacaqaca atcgqctqct 420 
ctqatgccgc cgtqttccqq ctqtcaqcgc aggggcgccc qqttcttttt qtcaaqaccq 480 
acctqtccgq tqccctqaat qaactqcaqq acqaqgcaqc qcqqctatcq tqqctqqcca 540 
cgacgggcgt tccttgcgca gctgtgctcg acqttqtcac tqaaqcgqga aqggactggc 600 
tgctattgqg cqaaqtqccq qqqcaqqatc tcctgtcatc tcaccttqct cctqccqaqa 660 
aaqtatccat catqqctqat qcaatqcqqc qqctqcatac qcttqatccq qctacctqcc 720 
cattcqacca ccaaqcqaaa catcqcatcq aqcqaqcacq tactcqqatq qaaqccqqtc 780 
ttqtcqatca qqatqatctq qacqaaqaqc atcaqqqgct cqcqccaqcc qaactqttcq 840 
ccaggctcaa qqcqcgcatq cccqacqqcq atqatctcqt cqtqacccat qqcqatqcct 900 
qcttgccgaa tatcatqqtq qaaaatqqcc qcttttctqq attcatcqac tgtggccqqc 960 
tqggtgtqgc qqaccqctat caqqacataq cqttqqctac ccqtqatatt qctqaaqaqc 1020 
ttqqcqqcqa atqqqctqac cqcttcctcg tqctttacqq tatcgccgct cccqattcqc 1080 
aqcqcatcqc cttctatcqc cttcttqacq aqttcttctq agaattc 1127 



<210> 7 
<211> 34 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :primer 
<400> 7 

cqqqqtacct qatcatqaqc qgaqaattaa qqqa 34 
<210> 8 
<211> 30 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:primer 
<400> 8 

qqaattcccq atctaqtaac ataqatqaca 30 
<210> 9 
<2U> 34 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :primer 
<400> 9 

qqaattctca qaaqaactcq tcaaqaaqqc qata 34 
<210> 10 
<2U> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :primer 
<400> 10 

qqaattctca qaaqaactcq tcaaqaaqqc qata 34 
<210> 11 
<211> 50 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :primer 
<400> 11 

cqqqatccaa acaatqqcta tqqctqaaqa cqccaaaaac ataaagaaaq 50 



<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:primer 
<400> 12 

qqqqtaccat cqacacaaaa aqcctatact qtac 34 



<210> 13 
<211> 31 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :primer 
<400> 13 

cccaagcttt qacaggatat attqgcqggt a 31 
<210> 14 
<210> 24 
<212> ONA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence :pr1mer 
<400> 14 

atagcagcgg aqgggttqqa tcaa 24 
<210> 15 
<211> SO 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:primer 
<40O> 15 

cqqqatccaa acaatqgcta tqqctgaaqa cgccaaaaac ataaagaaaq 50 
<210> 16 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:primer 
<400> 16 

qqqgtaccct atctaqtaac ataqatqaca 30 
<21Q> 17 
<211> 156 
<212> DNA 

<213> Tobamovirus Ob 
<220> j 

<223> Internal riboscme entry site 
<400> 17 

aqcttaqata qataqcqatt cqgttqcaqc atttaaagcg qttqacaact ttaaaaoaaq 60 
qaaaaaqaaq qttgaaqaaa aqggtqtaqt aaqtaaqtat aaqtacaqac cqgaqaaqta 120 
cqccqqtcct qattcqttta atttqaaaqa agaaac 156 
<210> 18 
<211> 590 
<212> DNA 

<213> sncephalomyocarditis virus 
<220> 

<223> Internal ribosome entry site 
<400> 18 

qatccqcccc tctccctccc ccccccctaa cgttactggc cqaaqccqct tqgaataagg 60 
ccqqtqtqcq tttqtctata tgttattttc caccatattq ccqtcttttq qcaatgtqaq 120 



(12) #082 0 03-7047 7 

21 22 
qgcccggaaa cctggccctq tcttcttgac gaqcattcct aggqgtcttt cccctctcgc 180 
caaaggaatg caagqtctqt tgaatqtcqt qaagqaagca gttcctctqg aagcttcttq 240 
aaqacaaaca acgtctgtag cqaccctttg caggcagcgg aaccccccac ctggcgacag 300 
gtgcctctgc qqccaaaaqc cacqtqtata agatacacct qcaaaggcqq cacaacccca 360 
gtqccacgtt gtgagttgqa taqttqtqqa aaqaqtcaaa tggctctcct caaqcqtatt 420 
caacaaqggq ctgaagqatq cccaqaaggt accccattgt atggqatctg atctggqqcc 480 
tcqqtacaca tqctttacat qtqtrtaqtc qaqqttaaaa aaacqtctaq gccccccqaa 540 
ccacqgqqac qtqqttttcc tttqaaaaac acgatqataa tatqqccaca 590 
<210> 19 
<211> 39 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :primer 
<40O> 19 

qctctaqata qttaqttaqa tccqcccctc tccctcccc 39 
<210> 20 
<211> 32 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 



<400> 20 

cqqqatcctg tqqccatatt atcatcgtgt tt 32 

[0 1 J 0 1 tt, w3224 W 323©T-»Wg|5#©fHR&*ift [06 ) 06«. yy327KJ: 5Jg»g»«PB)©^^7 x 

[02] 02tt, yy322ivy323«:J:a^K«0MI»©f [07] 07tt. IRES*^fciI£?r7 ?:/©«!£ 

[S3] S3tt. mmmrAwi;-? xy~ \am*jfi ma] asa. w37e©«jg*^-r. 



[04] 04tt, ifBff3Bra^3BM©;U^7*7— e 

[05] 05tt. #&*.<038mtc-m«:f&irz? 

] 




[09] 091*. w376Kcfc^Sg&«5©;U^7x 

[010] 01Ott. yy375©«Ji«r*-r. 

[011] 0uttvy375ic J: S^WSSgyna©.^:? * 5 

— asm* * - >£7jvr. 
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yy322 



/ 





[01 ] 




% LUC/T3A 












ba a 




-fl LIKVT3A 


| — | MiMsNPTll 


^-p»M Trap 



t««ti.«ogoti,cttc<.«<itl.j»tt««OM»««l»t«t«toot«te«.. t oHe»»Si»r 
rTBQTZbiKLgg 
I»A«Xlcg«F| V 

TTrr<itTiai« ■ 

«eic>TCuni«iournRii«otfncfCTnTkg«oecuueirTautntTS 
■ i g g 
> i • 

ct3"ioTtt«Ai?oiTot»o»cictat»MfgTOTig.gfTM»toc»gi«TT»T»Tge» 

tick l r » 

aiOTtw»»ggo»«o»oMoooMcc»»ic».tr»ot«tB,otg..j. ( igo..„, M .,» 

" l«OOCargt«»B», 1)l[ , I 



IB5] [@|6] 










ft 






4.2% 




on 




3.lV.(n-»J) 
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IH7] 



[08] 




IRES (Internal RiaoBomol Entry Sh»)$/m,^fc^tS : F+71>e>^r 

ted B9«mjbr m-.*rw7m& (a^^uasm 



5'-pAGGTIA^IMAIASCGATTCGGTTGCAGCATTTMAGCGGTTGACAAC 
3'- ATCTATCTATCGCTMGCXVWCGTCGTAMTTTCGCCAACTGTrG 

TTTAAAAGMG QAAAAAG AAGGTTGAAQAAAAGGGTGTAGTAAGTAA6TA 
AAAi 1 1 IUI TCCI III ICrrCCAACTTCnTTCCCACATCATTCATTCAT 

TAAGTACAGACCGGAGMGTACGCCGGTCCTGATTCGTTTAATTTGAAAG 
ATTCATGTCTGGCCTCTTCATGCGGCCAGGACrAAGCAAATTAAACTTTC 

AAGAAAC -3' 
TTCTTTGCTAGp-5" 



-^-HlRBS"H" 



T.IWIA.. 



JzBtlRES^waaejlJ TB:yy37B0>RBSI<D8ti& 



[010] 

-(R8)-aflwiaTiAflTrAiaAT< 



RB 



W375(lRESE-»'005ttS 



±H:RBiO!ESB<"a)«^»» TH:yy3760RB|9ffliS» 




yy376(iRES cp )^^LNfcJte^H5'y^-f>-i?(0;ui>7x5— If 

±b :ti mm*h**i&iLLtzte%nm<{>u : 7<(is) 



7 
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F * - A (##) 2B030 CA15 CA17 CA19 

4B024 AA08 BA11 CA01 CW01 FA10 

CA11 OV17 
4B063 Q401 QM8 QQ04 CR09 QQ30 
QRS8 0526,0X02 



